Glycolysis provides metabolites for energy production via oxidative phosphorylation during vegetative growth of Fusarium oxysporum. Therefore, determination of intracellular ATP levels might be of valuable help to analyze regulation of glycolysis/gluconeogenesis pathways. The protocol described here can be applied to other filamentous fungi.
2. For fresh microconidia production, aliquots of frozen microconidial stocks are inoculated into 100 ml of potato dextrose broth (PDB) and incubated for 3 days at 150 rpm and 28 °C in an orbital incubator. Cultures are then filtered through Monodur nylon filters placed on funnels to separate mycelia ( Figure 1A) , and centrifuged at 3,020 x g for 5 min to collect microconidia. ii. Start the reaction by adding 10 µl of diluted ATP standard solutions (prepared in previous steps) and read the luminescence. The volume of the dilute ATP standard solution that is added to the standard assay solution (prepared in the previous step)
should be less than 10% of the total assay volume. For example, a 100 μl total assay volume should contain 10 μl or less of the ATP standard solution.
iii. Subtract the background luminescence. ii. Calculate the amount of ATP in the experimental samples from the standard curve. The assay is repeated three times with independent biological samples.
Representative data
1. Figure 2 In this example, a luminescence value of 20,000 indicates that our test sample contains:
x = (20000 − 482.6) 2.984 = 6540.7 µ 2. Figure 3 shows a representative example of data obtained following this protocol. 
